3
H and 14 C incorporation into saponified triglyceride from tissues was calculated as the radioactivity/mg triglyceride.
Generation and Infection of Adenoviruses
The recombinant adenoviruses of siAdipoR1 and siAdipoR2 were generated as previously described (Awazawa et al., 2009 ). An adenovirus encoding shRNA for GFP was used as a control. The db/db mice were injected with the recombinant adenoviruses via tail vein at a dose of 4 × 10 9 PFU (plaque forming unit)/g body weight. After adenovirus injection, the mice were fed with normal chow diet for 7 days before adiponectin administration. Prior to use, all adenoviruses were purified on a cesium chloride gradient and dialyzed into PBS plus 10% glycerol.
Isolation of Primary Hepatocytes
Male C57BL/6J mice were anesthetized with pentobarbital sodium, and the liver was perfused in situ via the portal vein with the perfusion medium, followed by the collagenase medium. The liver was removed and the dissociated cells were filtered through Cell Strainer (BD Falcon) into Williams Medium E (GIBCO) containing 10% (vol/vol) fetal bovine serum, and plated onto collagen I-coated dishes (IWAKI Glass). For culture, the medium was supplemented with 100 nM dexamethasone and 1 nM insulin. The perfusion medium: 0.8% NaCl, 5mM KCl, 0.5 mM NaH 2 PO 4 2H 2 O, 0.42 mM Na 2 HPO 4 12H 2 O, 10 mM HEPES, 4.1 mM, NaHCO 3 , 5 mM glucose (WAKO Pharmaceutical), 0.5 mM EGTA (SIGMA) the collagenase medium: 0.8% NaCl, 5 mM KCl, 5 mM CaCl 2 , 0.5 mM NaH 2 PO 4 2H 2 O, 0.42 mM Na 2 HPO 4 12H 2 O, 10 mM HEPES, 4.1 mM, NaHCO 3 (Wako Pure Chemical Industries), 5 mM glucose, 400 μg/ml Collagenase S-1 (Nitta gelatine)，140 μg/ml Trypsin inhibitor type II-S, 140 μg/ml Trypsin inhibitor type II-O (SIGMA)． Higher molecular weight of adiponectin secreted from adipocytes induces IL-6 production from macrophages via an unidentified receptor (AdipoRX). Then IL-6, by increasing IRS-2 expression through STAT3 activation, co-operatively enhances insulin action together with adiponectin, which directly activates AMPK and PPARα through AdipoR1 and R2 in hepatocytes. 
